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Description JK184 is a potent Hedgehog (Hh) pathway inhibitor with IC50 of 30 nM in mammalian cells.

IC50 & Target IC50: 30 nM (Hedgehog)[1]

JK184 is designed to antagonize Hh signaling by inhibiting glioma (Gli)-dependent transcriptional activity in
a dose dependent manner. JK184 significantly inhibitts proliferation of HUVECs with ICsq of 6.3 pg/mL after
three days incubation. To evaluate anti-tumor effect of JK184, MTT assay is conducted in Panc-1 and
BxPC-3 cells after administration with indicated concentrations of compounds, half maximal inhibitory
In Vitro concentration (ICsp) of JK184 (23.7 ng/mL in anc-1 and 34.3 ng/mL in BxPC-3)[1]. Claudin-low cell lines are
more sensitive to JK184 treatment than are MCF10a, MTSV1-7, or HMLE-shGFP and HMLE-pBP cells,
and JK184 induced a dose-dependent decrease in glioma-associated oncogene homolog 1 (GLI/1)
transcript and protein levels in these cells. Treatment with the ICso dose of JK184 enhances the proportion
of HMLE-shEcad cells that stained with Annexin-V, but are negative for propidium iodide (PI) (P<0.0001, t

test)[2].

JK184 (5 mg/kg, injected intravenously) exhibits good anti-proliferative activity in subcutaneous Panc-1 and
In Vivo BxPC-3 tumor models, and is a good candidate as antitumor drug targeted Hh signaling. However, JK184

has a poor pharmacokinetic profile and bioavailability[1].

In Vitro:
DMSO : 2 50 mg/mL (142.68 mM)

*">" means soluble, but saturation unknown:

Solvent Mass
1mg 5mg 10 mg
Concentration

Preparing 1mM 2.8536 mL 14.2678 mL 28.5356 mL
Stock Solutions 5mM 0.5707 mL 2.8536 mL 5.7071 mL
10 mM 0.2854 mL 1.4268 mL 2.8536 mL
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VIE KPR INEFRER: 10% DMSO—40% PEG300 —5% Tween-80 — 45% saline
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Solubility: = 2.5 mg/mL (7.13 mM); Clear solution

JEJT A3 2 2.5 mg/mL (7.13 mM, ORI AR (O .

L4 mL AR, B 100 uL 25.0 mg/mL 1354 DMSO fif4&-0iin%] 400 uL PEG300 ', &5
FiR R & 50 L Tween-80, R&IIE]: SRE4EIMA 450 pL AEEEER/KEAE 1 mL.

2RI IR 10% DMSO— 90% (20% SBE-B-CD in saline)

Solubility: = 2.5 mg/mL (7.13 mM); Clear solution

M7 RFFRAS 2 2.5 mg/mL (7.13 mM, TRTEE R A RIS AT
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A KIF I IR R]: 10% DMSO  —90% corn oil

Solubility: =2.5 mg/mL (7.13 mM); Clear solution

BT TERAT 2 2.5 mg/mL (7.13 mM, YR RED) B, BT RANE H T SERR R A A B R
%k

=Ry

L1 mL TAER 6], B 100 pL 25.0 mg/mL [ DMSO f§&WiinE] 900 L Fkiheh, REeL4.
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Cell Assay

The Shh-LIGHT2 cells are seeded in 96-well plates and grown to confluency. The Shh-LIGHT2 cells
are treated with various concentrations of JK184 micelles or free JK184 or micelles in DMEM
containing 0.5% CS, 0.1 mg/mL streptomycin, 100 U/mL penicillin, 5% Shh-N conditioned medium
obtained from Shh-N-producing HEK293 cells. The treated cells are cultured further for 60 h, and
firefly and Renilla luciferase activities are measured using a dual luciferase kit. Proliferation assay or
apoptosis evaluation of HUVECs is measured using MTT method or FCM analysis, respectively.
HUVECSs are treated with a series concentration of free JK184, JK184 micelles, or blank MPEG-PCL

micelles for 48 h, respectively. The mean percentage of cell inhibition or apoptosis is calculated[1].

Mice[1]
Five-week-old female athymic (nu/nu) mice are used. BxPC-3 and Panc-1 tumors are established by
s.c. injection of 1x107 cells. Mice bearing tumors around 100 mm? are selected and randomized into

treatment groups (5 mice per group). Mice are injected intravenously every day for 30 days with 100

Animal Administration | pL of NS (control), blank micelles, free JK184 (5 mg/kg body weight), or JK184 micelles (5 mg/kg

body weight), respectively. Tumor length and width are determined every 3 days and tumor volume
(TV) is calculated using the following formula: TV=0.5xlengthxwidth?. At the end of experiment, mice
are sacrificed. Solid tumors are removed and processed for immunohistochemical analysis and

terminal deoxynucleotidyl transferase-mediated dUTP nick end labeling (TUNEL) assay.
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